Step-by-step miR-HTS data analysis 1. After all qPCR assays were completed for all time points (i.e., four time points in our study) and replicates (i.e., two replicates in our study), import all qPCR run files (eight files) into the RQ manager software from ABI according to the manufacturer's instruction to begin analysis. The RQ manager software is part of the SDS software package for the 7900HT Fast System.
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2. To obtain Ct values from each qPCR assay, inspect and adjust the threshold (if necessary) for each GRE-qPCR assays and the GFP loading control assay to be within the exponential phase of the amplification curve on the amplification plot. The following Ct values were obtained:
• Ct GFP,t0 , Ct GFP,t1 , Ct GFP,t2 , Ct GFP,t3 : Ct values measured by GFP loading control assay at each time points (i.e., t 0 , t 1 , t 2 and t 3 ) • Ct miR-X ,t0 , Ct miR-X,t1 , Ct miR-X ,t2 , Ct miR-X,t3 : Ct values measured by the GRE-qPCR assay for miR-X at each time points. 3. Normalize template amounts of each time points by calculating deltaCt (∆Ct) for each GRE-qPCR assays:
• ∆Ct miR-X,t0 = Ct miR-X,t0 -Ct GFP,t0 (∆Ct of miR-X at time point 0) • ∆Ct miR-X,t1 = Ct miR-X,t1 -Ct GFP,t1 (∆Ct of miR-X at time point 1)
• ∆Ct miR-X,t2 = Ct miR-X,t2 -Ct GFP,t2 (∆Ct of miR-X at time point 2) • ∆Ct miR-X,t3 = Ct miR-X,t3 -Ct GFP,t3 (∆Ct of miR-X at time point 3)
4. Normalize abundance of each miR cassette barcode at each experimental time point to the reference time point by calculating ∆∆Ct for each GRE-qPCR assays:
• ∆∆Ct miR-X,t1 = ∆Ct miR-X,t1 -∆Ct miR-X,t0 (∆∆Ct of miR-X at time point 1) • ∆∆Ct miR-X,t2 = ∆Ct miR-X,t2 -∆Ct miR-X,t0
(∆∆Ct of miR-X at time point 2) • ∆∆Ct miR-X,t3 = ∆Ct miR-X,t3 -∆Ct miR-X,t0
(∆∆Ct of miR-X at time point 3)
5. Calculate fold changes in abundance (i.e., t N /t 0 ) of each miR cassette based on ∆∆Ct for each GRE-qPCR assays:
• t 1 /t 0 = 2 -∆∆CtmiR-X,t1 (fold change in abundance at time point 1) • t 2 /t 0 = 2 -∆∆CtmiR-X,t2 (fold change in abundance at time point 2) • t 3 /t 0 = 2 -∆∆CtmiR-X,t3 (fold change in abundance at time point 3)
Note: steps 2-5 were automatically calculated by the RQ manager software once the threshold of each qPCR assay was set. However, in the case where we arbitrarily assigned Ct as 35, the fold changes in abundance were calculated in Excel.
